Purpose: Autophagy is a major catabolic system by which eukaryotic cells undergo selfdegradation of damaged, defective, or unwanted intracellular components. An abnormal autophagic level is implicated in the pathogenesis of multiple diseases, including cancers. The aim of this study is to explore the prognostic value of autophagy in bladder cancer (BC), which is a major cause of cancer-related death globally. Patients and methods: First, 27 differentially expressed autophagy-related genes (ARGs) were identified in BC patients based on The Cancer Genome Atlas (TCGA) database. Functional enrichment analyses hinted that autophagy may act in a tumor-suppressive role in the initiation of BC. Then, the Cox proportional hazard regression model were employed to identify three key prognostic ARGs (JUN, MYC, and ITGA3), which were related with overall survival (OS) significantly in BC. The three genes represented important clinical significance and prognostic value in BC. Then a prognostic index (PI) was constructed. Results: The PI was constructed based on the three genes, and significantly stratified BC patients into high-and low-risk groups in terms of OS (HR=1.610, 95% CI=1.200-2.160, P=0.002). PI remained as an independent prognostic factor in multivariate analyses (HR=2.355, 95% CI=1.483-3.739, P<0.001). When integrated with clinical characteristics of age and stage, an autophagy-clinical prognostic index (ACPI) was finally validated, which had improved performance in predicting OS of BC patients (HR=2.669, 95% CI=1.986-3.587, P<0.001). The ACPI was confirmed in datasets of GSE13507 (HR=7.389, 95% CI=3.645-14.980, P<0.001) and GSE31684 (HR=1.665, 95% CI=0.872-3.179, P=0.122). Conclusion: This study provides a potential prognostic signature for predicting prognosis of BC patients and molecular insights of autophagy in BC.
tumors. [3] [4] [5] [6] [7] However, the knowledge of autophagy-related mechanism in cancer is still rudimentary and inconclusive. Due to the complex function of autophagy in cancer, the further research on the relation of autophagy and tumors, underlying biological process, and then to apply this knowledge in well-designed therapeutic strategy could be valuable in the new route of cancer therapy. Even whether autophagy is a friend or a foe for cancers cannot draw reliable conclusions for now. [8] [9] [10] Bladder cancer (BC) is a major cause of cancer-related death globally, causing 165,100 deaths per year. 11 In the United States, thee were an estimated 79,030 newlydiagnosed cases in 2017 and 16,870 patients who succumbed to BC. 12 Recently, several studies reported that autophagy could be an indispensable mechanism of the onset and progression of BC, which provided a new direction for the clinical management of BC. [13] [14] [15] [16] [17] Su et al 18 observed increased autophagic proteins in high grade urothelial bladder carcinoma, which were regulated via AMPK activation and mTOR inhibition for tumor cells survival, and inhibition of autophagy led to cancer cell death. Some studies have also suggested that targeting autophagy could improve sensitivity to anti-bladder cancer chemotherapy agents. 14, 15 Thus, exploring the appropriate molecular biomarkers focused on autophagy has attractive value in estimating the deterioration of BC reliably, and may be an important means of fighting BC.
Here we examined the correlation between expression profiles of autophagy-related genes (ARGs) and clinical outcome in 412 BC patients from The Cancer Genome Atlas (TCGA) and developed prognostic index (PI) as an independent index for overall survival (OS) prognosis based on ARGs. To leverage the complementary value of molecular and clinical characteristics, we integrated the PI with clinical factors to build a composite autophagy-clinical prognostic index (ACPI), which allowed us to improve the prognostic efficiency of BC patients. Further validation based on other databases evidently support our risk score model. These findings could also provide an effective multi-dimensional biomarker strategy that would be effective in monitoring autophagy and predicting the prognosis in BC patients.
Materials and methods

Data acquisition
The Human Autophagy Database (HADb, http://www. autophagy.lu/index.html) is an autophagy-dedicated database aiming to reserve human genes involved in autophagy. A variety of ARGs were obtained from the database. RNA-sequencing (RNA-seq) data of ARGs and the clinical information of the bladder urothelial cancer (BLCA) cohort were downloaded and extracted from the TCGA data portal.
Differentially expressed ARGs enrichment analysis
EdgeR package in R statistical software was applied to estimate differentially expressed ARGs between BC and non-tumor samples. Genes exhibiting at least 2-fold changes corresponding to an adjusted P-value less than 0.05 were selected as the significantly differentially expressed ARGs. Then, we performed a series of gene functional enrichment analyses to find the major biological attributes of these genes, including gene ontology (GO) and Kyoto Encyclopedia of Genes and Genomes (KEGG). The Database for Annotation, Visualization, and Integrated Discovery (DAVID, https:// david.ncifcrf.gov/), a widely used functional annotation tool, was used to identify enriched GO and KEGG themes. To provide high-dimensional information, the GOplot package of R was performed to concentrate on the visualization of enrichment terms.
Construction of an individualized prognostic index based on ARGs
ARGs expression profiles downloaded from TCGA were normalized by [log2(count+1)] transformed. Univariate Cox regression analyses were performed to select the ARGs whose expression profiles were significantly associated with BC patients' OS. Subsequently, these survival-related genes were subjected to a multivariate Cox regression analysis to remove the genes that might not be an independent indicator in prognosis monitoring. Finally, several prognostic ARGs were obtained and the PI composed of these genes was developed. The formula of PI based on a linear combination of the relative expression level of genes multiplied regression coefficients, which represented the relative weight of genes in the multiple Cox analysis. BC patients were separated into high-and low-risk groups by the median PI value as the risk cutoff value. The survival curves were plotted by Kaplan-Meier (K-M) method, and differences in the survival rates between high-and low-risk groups were assessed using the log-rank test.
To investigate if the autophagy-related PI could be an independent predictor of OS in the TCGA cohort of BC patients, the multivariate Cox regression analysis was conducted. The PI, age, gender, tumor subtype, pathological stages, and histological grades were used as covariates. Age, stage, and PI were coded as continuous variables. Specifically, stage was coded as I=1, II=2, III=3, and IV=4. The risk factors of gender, subtype, and histologic grade are male, non-Papillary, and high grade.
Statistical analysis
All statistical analyses were conducted using SPSS 24.0 (Chicago, IL, USA) and R 3.3.1 (https://www.r-project. org/). R, GraphPad Prism 5 (San Diego, CA, USA), and OriginPro 2017 (Northampton, MA, USA) were performed to draw plots. Univariate Cox regression analyses were used to evaluate the association between expression profiles and OS. The Multivariate Cox proportional hazards regression model was used to construct the PI and ACPI model based on the factor correlated with survival. Receiver operating characteristic (ROC) curve and the corresponding area under the ROC curve (AUC) for each dataset to measure the prognostic value of ACPI were performed by the package of "survivalROC" in R. All statistical significance was defined as a P-value less than 0.05. Meta-analysis of the selected genes for ACPI was performed based on the expression data of BC and non-BC tissues from Oncomine (https://www.oncomine.org/) with softwares of STATA (version 12.0) and Meta-DiSc (version 1.4).
Results
Differentially expressed ARGs
Altogether RNA-seq and clinical data of 414 BC tissue samples and 19 non-tumor samples were downloaded from TCGA. Among these patients, a total of 408 primary BC patients with gene expression data and clinical follow-up information was involved in the current study. Expression values of 234 ARGs were extracted. Considered as the criteria of a FDR <0.05 and |log2(Fold Change)|>1, we finally obtained nine up-regulated and 18 down-regulated ARGs (Figure 1) . Furthermore, scatter plots were visualized to display the expression pattern of the 27 differentially expressed ARGs between BC and non-tumor tissues (Figure 2 ). Scatter plots displayed expression patterns of 18 down-regulated genes (FOS, JUN, HSPB8, CDKN1A, ITPR1, TP53INP2, PPP1R15A, DLC1, BAG3, MYC, GABARAPL1, BLC2, CCL2, PRKN, NAMPT, CXCR4, NRG2, and CX3CL1) and nine up-regulated genes (BIRC5, CDKN2A, BID, EVA1A, TP73, RGS19, EIF4EBP1, ITGB4, and ITGA3).
Functional annotation of the differentially expressed ARGs
Functional enrichment analysis of the 27 differentially expressed ARGs offered that the biological understanding of these genes. The GO terms function and KEGG pathway enrichment of these genes were summarized in Table 1 . According to the results of DAVID, we found that the top enriched GO terms for biological processes were: response to drug, response to gamma radiation, and apoptotic process; and for cellular components were: cytosol, protein complex, and mitochondrion. On the basis of molecular function, genes were mostly enriched in terms of transcription factor binding, ubiquitin protein ligase binding, and protein heterodimerization activity. The overview schematic of the analysis results is displayed in Figure 3 . Besides, in the KEGG pathway enrichment analysis for the differentially expressed ARGs, these genes were shown to be notably associated with Pathways in cancer, colorectal cancer, Hepatitis B, ErbB signaling pathway, p53 signaling pathway, and so on. As shown in Figure 4A , the Z-score of enriched pathways less than zero indicated that most of the cancer pathways were more likely to be decreased. The heatmap of the relationship between ARGs and pathways was also displayed ( Figure 4B ).
Identification of prognostic ARGs
The relationships between the expression profiles of 27 differentially expressed ARGs and OS were assessed based on the data obtained from TCGA, resulting in four prognosis-related ARGs. In order to improve the robustness, four prognosis-related ARGs (JUN, MYC, ITGA3, and NAMPT) were selected for further multivariate Cox regression model by SPSS 24.0 (Table 2) . However, the gene of NAMPT showed no significant prognostic value with P>0.05. Finally, three genes including JUN, MYC, and ITGA3 were identified to develop the PI model ( Table  2 ). The results from K-M analysis indicated that the upregulation of JUN was strongly correlated with the inferior OS of BC patients (HR=1.925, 95% CI=1.325-2.798, P<0.001; Figure 5A ). Also, MYC overexpression lead to worse OS (HR=1.931, 95% CI=1.426-2.614, P<0.001; Figure 5C ). On the contrary, up-regulated ITGA3 indicated BC patients has a longer survival time (HR=0.659, 95% CI=0.487-0.893, P=0.007; Figure 5E ). According to the median value of the three genes to group, the same trend was obtained (Figures 5B, D, and F).
The correlations between expression level of the three genes and clinicopathological parameters in BC are summarized in Table 3 
Construction and definition of the PI
The formula of PI is as follows: PI=(0.1643 × expression value of JUN)+(0.1555 × expression value of MYC)+(−0.1505 × expression value of ITGA3). It is noticed that the coefficient of ITGA3 is negative, indicating that the expression of JUN and MYC were negatively related with the survival time of BC patients, while the JUN was positively related with OS. Based on the median expression value of PI, the BC patients were stratified into high-and low-risk groups. We also calculated the expression levels of the three prognostic genes between high-and low-risk groups. Remarkably higher expression was noted for JUN and MYC in the high-risk groups, while lower expression was observed for ITGA3 in the high-risk groups ( Figure 6 ). These findings also hint that JUN and MYC were risk factors, while ITGA3 was a protective factor for the progression of BC patients.
In the meantime, the relationships between clinicopathological parameters and PI were also investigated. The results of independent sample t-tests showed that the PI values were higher in elder than in younger patients (P=0.009; Figure 7A ), higher in non-papillary than in papillary bladder cancer (P<0.001; Figure 7C ), higher in TIII-IV than in TI-II (P<0.001; Figure 7D ), higher in histological stage III-IV than in I-II (P<0.001; Figure 7G ), and higher in high grade than in low grade (P<0.001; Figure 7H ). No difference of PI value was observed between male and female (P=0.494; Figure  7B ), N1-3 stage and N0 stage (P=0.250; Figure 7E ), or M1 and M0 stage (P=0.254; Figure 7F ). To identify the performance of PI in predicting the clinical outcome of BC patients, the K-M plots were plotted to analyze the different survival time between the high-and low-risk groups. The results of K-M analysis indicated that the median OS for the high-expression group was 734 days; the median OS for the low-expression group was 1,423 days. Patients in the high-risk group suffered significantly worse survival than those in the low-risk group (HR=1.610, 95% CI=1.200-2.160, P=0.002, Figure 8A ). Figures 8B-F show the PI distribution of patients in the training dataset, the number of patients in different risk groups, the OS of patients in the TCGA dataset, the number of censor patients, and the heatmap of the three genes expression profiles in the TCGA dataset. Furthermore, PI remained as an independent prognostic indicator for BC patients in multivariate analyses, after adjusting for clinicopathological features such as age, gender, tumor subtype, pathologic stage, and histological grade (HR=2.355, 95% CI=1.483-3.739, P<0.001, Table 4 ).
Integrated prognostic signature by combining the PI with clinical parameters
Based on the multivariate Cox regression analysis with TCGA dataset, age, stage, and PI were suggested as Figure 3 The bubble plot of enriched gene ontology (GO) terms. The z-score is assigned to the x-axis, and the negative logarithm of the P-value to the y-axis, as in the barplot (the higher the more significant). The size of the displayed circles is proportional to the number of genes assigned to the term. Greed circles correspond to the biological process, red indicates the cellular component, and blue shows the molecular function category.
independent prognostic factors with complementary value. To further improve accuracy of PI in predicting OS of BC patients, we integrated age, pathological stage, and PI to derive an ACPI as (0.028 × age) +(0.467 × stage)+(0.834 × PI score). Similarly, patients were divided into high-and low-risk groups based on the median value of ACPI. As expected, ACPI stratified BC patients into two groups with a significantly different prognosis (HR=2.669, 95% CI=1.986-3.587, P<0.001; Figure 9A ). To evaluate how well the ACPI predicts the prognoses of BC patients, the time-dependent ROC curve analysis was carried out. The AUC for the ACPI was 0.689 ( Figure 9B ), demonstrating the competitive performance of the ACPI for survival prediction in the TCGA dataset. The prognostic value of ACPI was also validated by GSE13507 and GSE31684. Consistent with the findings based on the TCGA dataset, patients in the high-risk group had significantly shorter overall survival than those in the low-risk group based on GSE13507 (HR=7.389, 95% CI=3.645-14.980, P<0.001; Figure 9C ), and the AUC for the ACPI was 0.864 ( Figure 9D) . A similar trend was observed in GSE31684 (HR=1.665, 95% CI=0.872-3.179, P=0.122; Figure 9E ), and the AUC for the ACPI was 0.624 ( Figure 9F ).
Meta-analysis
A total of 19 eligible studies were involved, including Blaveri Bladder 2, Modlich Bladder, Sanchez Carbayo Bladder 2, TCGA, GSE3167, GSE13507, GSE76211, GSE2109, GSE7476, GSE30522, GSE31189, GSE37815, GSE52519, GSE65635, GSE37817, GSE100926, GSE24152, GSE19915 (GPL3883 and GPL5186), and GSE40355. The results of metaanalysis and the diagnostic tests of meta-analysis were also updated. The expression of JUN and MYC in BC tissues were lower than that in non-BC tissues (I 2 JUN =91.6%, P JUN <0.001; I 2 MYC =90.3%, P MYC <0.001) ( Figures 10A and C) , while the expression of (Figure 10E ), the same expression tendence with that in TCGA. In addition, the diagnostic tests of meta-analysis showed that the AUC of the sROC of JUN, MYC, and ITGA3 were 0.91, 0.87, and 0.74, respectively ( Figures 10B, D, and F) . Among the 19 studies involved in meta-analysis, only two microarrays (GSE37137 and GSE35824) and TCGA contained gene expression data from non-muscle invasive bladder cancer (NMIBC) and muscle invasive bladder cancer (MIBC) tissues. Then we performed a meta-analysis to evaluate the expression of JUN, MYC, and ITGA3 between NMIBC and MIBC tissues. The expression of JUN and ITGA3 in MIBC tissues were higher than that in NMIBC tissues (I 2 JUN =72.1%, P JUN =0.028; I 2 ITGA3 =92.8%, P ITGA3 <0.001), while the expression of MYC was opposite (I 2 MYC =67.2%, P ITGA3 =0.047) (data not shown). The heterogeneity of meta-analysis was significant due to the small size of cases involved in the microarrays and TCGA.
Discussion
BC is a major lethal malignancy worldwide. The stalled advance in molecular targeted therapy and no effective molecular biomarkers for BC prognosis monitoring warrants a better understanding of the molecular mechanisms that underlie this condition. 19, 20 Exploration of autophagy mechanism opens new perspectives for BC. [21] [22] [23] [24] [25] However, most research only focused on autophagy via studying a signal gene. To capture the genes necessary for BC from the perspective of autophagy, we screened ARGs and identified three key prognostic ARGs, all of which may offer additional potential therapeutic targets. We further leveraged Abbreviations: ARG, autophagy-related genes; TCGA, The Cancer Genome Atlas.
Figure 5
The correlation between three genes included in prognostic signature and bladder cancer patients' survival. Kaplan-Meier plots summarize results from analysis of correlation between (A) JUN expression level and patient survival, using best separation, (B) JUN expression level and patient survival, using median separation, (C) MYC expression level and patient survival, using best separation, (D) MYC expression level and patient survival, using median separation, (E) ITGA3 expression level and patient survival, using best separation, (F) ITGA3 expression level and patient survival, using median separation. Abbreviations: M±SD, mean±standard deviation; TCGA, The Cancer Genome Atlas.
the complementary value of molecular and clinical characteristics and showed that combining both could provide a more accurate estimation of overall survival in BC. This integrated study of multiple databases contributed to our novel understanding of BC biology and delineated potential therapeutic intervention possibilities. Given great advances in high-throughput sequencing recently, several large-scale databases emerged, such as TCGA and GEO, which have provided effective measures for selecting gene signatures. In the current study, we deeply mined the expression profiles of ARGs from TCGA and aimed to search molecular biomarkers for detecting the prognosis of BC patients. We first screened 27 differentially expressed ARGs between BC and non-tumor tissues. Considering these genes may be depth involved in the initiation of BC, we performed GO and KEGG analysis of these genes. Interestingly, functional analysis revealed that the most significant KEGG pathway (pathways in cancer) of these enriched genes was decreased. Based on the results, we hypothesized that autophagy may act as the tumor suppressor in the process of tumor initiation. Autophagy caused great concern; of particular interest was its multi-faceted character in cancers. Initially, the tumor-suppressive role of autophagy in cancers was proposed for autophagy inhibited Figure 6 Different expression of the three key genes between the high risk group and low risk group. by activation of mutations in oncogenes or inactivation of tumor suppressor genes. 26 Furthermore, systemic mosaic deletion of autophagy genes in the setting of certain mouse models can result in the initiation of neoplasia. 27 Interestingly, autophagy turns to the guardian of malignant tumor cells after tumors are established. 28 However, the role change of autophagy is not immutable and varies in different tumors. 29, 30 The result of univariate survival analysis revealed that four ARGs were associated with OS in the TCGA database. Further multivariate survival analysis helped us determine three key prognostic ARGs (JUN, MYC, ITGA3) to develop the PI, which could be an independent prognostic indicator for BC patients. JUN encodes c-Jun, which is the first discovered oncogenic transcription factor, 31 involving diverse cellular processes, such as cell cycle progression, 32 anti-apoptotic, and tumorigenesis. Previous studies have suggested that upregulation of c-Jun proteins was predictive of inferior OS for BC patients. 33 However, well-informed insights of the functional mechanism of JUN in BC only has little coverage. The MYC protein is a multifunctional, nuclear phosphoprotein, and shows its evil face in the progress of a variety of tumors, including BC.
34-37
Massari et al 38 also found that c-Myc could exert excellent ability in stratifying patients with muscle invasive bladder urothelial carcinoma into high-risk and low-risk groups significantly for survival. In addition, several studies found that c-Myc knockdown could inhibit proliferation, migration, and invasion of bladder cancer cells. 37 ITGA3 belongs to a family of the integrins, which triggers cell survival, proliferation, or migration events. 39 The present study demonstrated that JUN and MYC overexpression were significantly associated with advanced pathological stage and high grade. Additionally, up-regulation of JUN and MYC indicated inferior OS. The opposite pattern was observed in the relationships between ITGA3 and clinical significance. Hence, we speculated that JUN and MYC may function as major driving forces of tumor progression, while ITGA3 exerted its tumor suppressor role.
To date, some prognostic signature of cancers based on expression profiles were proposed by the aid of advances in a large-scale public database. For example, Bao et al 40 analyzed the RNA-Seq data of 234 BC patients from TCGA and managed to obtain a four-lncRNA signature, which exerted a prognosis predicting value. Zhong et al 41 also proposed a prognostic signature with six genes as a potential survival prediction marker for ER-positive breast cancer patients. However, these studies only focused on molecular biomarkers and overlooked the traditional clinical parameters. We attached much weight on molecular mechanisms and clinical perspective at once. Thus, the prognostic signature is promising to be converted into clinical application. However, a limitation of this study is its retrospective nature. Due to the lack of enough cases, we failed to evaluate the expression of JUN, MYC, and ITGA3 between NMIBC and MIBC tissues. In addition, other potential prognostic variables correlated to OS in BC, such as body mass index (BMI), residual tumor at tur, neutrophil-to-lymphocyte ratio (NLR), and lymphovascular invasion (LVI), should be investigated. Last, the changes of before and after the treatment, such as chemotherapy or Bacillus Calmette-Guérin (BCG) refractory, should also be considered to find the potential markers for predicting the treatment effect and prognosis.
Conclusion
In conclusion, based on the comprehensive analyses with ARGs expression profiles and corresponding clinical features, three prognostic ARGs (JUN, MYC, and ITGA3) were identified. The genes identified in autophagy pathways also provide new possibilities for bladder cancer therapeutic intervention. By combining molecular signature and clinical characteristics, we constructed a novel risk score model ACPI which can robustly estimate BC patients' survival. Also, the ACPI risk score model was validated by large sample size. However, further prospective experiments can be expected to test the clinical utility and aid in the search for optimal personalized targeted therapies.
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